Abstract: Lepidium meyenii is now widely consumed as a functional food and medicinal product, which is known as an enhancer of reproductive health. However, the specific chemical composition and mechanism of action for improving sexual function are unclear. The present study aims at screening and determining the potential compounds, which promote mouse leydig cells (TM3) proliferation. The partial least squares analysis (PLS) was employed to reveal the correlation between common peaks of high performance liquid chromatography (HPLC) fingerprint of L. meyenii and the proliferation activity of TM3. The results suggested that three compounds had good activities on the proliferation of TM3 and promoting testosterone secretion, there were N-benzyl-hexadecanamide, N-benzyl-(9z,12z)-octadecadienamide and N-benzyl-(9z,12z,15z)-octadecatrienamide which might be the potential bioactive markers related to the enhancing sexual ability functions of L. meyenii. The first step in testosterone synthesis is the transport of cholesterol into the mitochondria, and the homeostasis of mitochondrial function is related to cyclophilin D (CypD). In order to expound how bioactive ingredients lead to promoting testosterone secretion, a molecular docking simulation was used for further illustration in the active sites and binding degree of the ligands on CypD. The results indicated there was a positive correlation between the binding energy absolute value and testosterone secretion activity. In addition, in this study it also provided the reference for a simple, quick method to screen the promoting leydig cell proliferation active components in traditional Chinese medicine (TCM).
Introduction
Lepidium meyenii (Maca), is a Brassicaceae Lepidium plant native to the Andes Mountains of South America. It has been traditionally used as a food and machine over 5000 years [1] . As is usual with many traditional folk medicines, many claims have been made regarding the efficacy of Maca in treating a wide range of illnesses and medical conditions [2, 3] . However, in the 20th century most of the scientific attention has been focused in the areas where the pharmacological actions of Maca seem most strongly attested, these include, enhancement of sexual drive in humans, increasing overall vigour and (9) with CypD showed in three-dimensional (3D) and two-dimensional (2D). (g2) Molecular docking of compound (6) with CypD showed in 3D and 2D. (g3) Molecular docking of compound (6) with CypD showed in 3D and 2D.
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Mouse Leydig Cells Proliferation Activity of Ten Fractions
The proliferation activity of these 10 fractions was assessed using the MTT assay in TM3. All the 10 fractions were found to possess the proliferation activity (Figure 4 ).
Molecules 2019, 24, x FOR PEER REVIEW 6 of 13
The proliferation activity of these 10 fractions was assessed using the MTT assay in TM3. All the 10 fractions were found to possess the proliferation activity (Figure 4. ). 
Screening of Active Compounds by Using Partial Least Squares
The selected initial data was further processed by PLS in order to establish a model for predicting the potential active components in L. meyenii. Parameters were set as follows: Confidence level was 95%, R2 = (0.0, 0.794), Q2 = (0.0, -0.285), and the parameters showed that the established PLS model was effective. We could use the PLS to carry on the weights analysis about the impact of the common peeks area exported from ten HPLC spectra of 10 fractions (x-axis) to the proliferative activity of TM3 (y-axis) and screening of major compounds which influenced bioactivity.
In our data set, the weights plot summarized the variables both to explain X and to correlate to Y. The results were shown in (Figure 5 (2) had high contributions to the proliferation activity of TM3. Meanwhile, they were considered to be potential active compounds for further study [19] . 
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To better evaluate the improving sexual function of the three compounds (9), (6), (2), the testosterone secretion assay was tested, and the results were presented in a strong correlation between the values determined by the HPLC-DAD-MS2 method and that predicted by the testosterone secretion tested data was observed [20] (Figure 6 ). 
To better evaluate the improving sexual function of the three compounds (9), (6), (2), the testosterone secretion assay was tested, and the results were presented in a strong correlation between the values determined by the HPLC-DAD-MS2 method and that predicted by the testosterone secretion tested data was observed [20] . (Figure 6 .) Figure 6 . Effects of the three compounds on TM3 and testosterone secretion (a p < 0.01).
Analysis of Molecular Docking
The molecular docking study further elucidated the binding mode of the three compounds at the active site of CypD. The binding pocket of CypD was large and shallow, consisting of residues Arg55, Ile57, Phe60, Met61, Gln63, Gly72, Thr73, Gly74, Ala101, Asn102, Phe113, Trp121, Leu122, and His126 etc [21] . In which it was known, four specific residues (Arg55, Gln63, Asn102 and Trp121) were involved in hydrogen bond interactions with CsA [12] . Molecular docking simulation revealed Figure 6 . Effects of the three compounds on TM3 and testosterone secretion (a p < 0.01).
The molecular docking study further elucidated the binding mode of the three compounds at the active site of CypD. The binding pocket of CypD was large and shallow, consisting of residues Arg55, Ile57, Phe60, Met61, Gln63, Gly72, Thr73, Gly74, Ala101, Asn102, Phe113, Trp121, Leu122, and His126 etc [21] . In which it was known, four specific residues (Arg55, Gln63, Asn102 and Trp121) were involved in hydrogen bond interactions with CsA [12] . Molecular docking simulation revealed that ligands interacted with important amino acid residues surrounding the active site through plenty of interactions including hydrogen bond acceptor, hydrogen bond donor, hydrophobic interactions. The docked molecules interacted with essential amino acid forming proteins' binding site. Unlike the case of full occupation by CSA, CypD-macamide complexes occupied only part of the binding pocket and might swing in the pocket [21] . (Figures 7a-c and 8a-c) . The lowest binding energy were found: −4.79 kcal/mol for (9), −4.55 kcal/mol for (6) and −4.18 kcal/mol for (2). The negative binding energy (G < 0) indicated that there were good binding affinity between the three compounds and CypD.
Normally, the interactions between CypD and the macamide were dependent on the structures of the macamides, as the number of hydrogen bonds and hydrophobic interactions increased, the affinity degree might increase, it was shown between (6) and (2) . It was interesting that, a hydrogen bond was formed between residual Arg55 and N atoms of macamide, causing the electrons of the N atom to form a regular tetrahedron of Sp3 hybrid, with single-button rotation. A mutant CypD with a single amino acid substitution (Arg to Ala at position 55) that was predicted to produce a 1000-fold attenuation in isomerase activity failed to reverse the CsA effect [22] . Therefore, the lowest binding energy were found in (9) .
The results showed there was a specific ligand-binding ability of macamide for CypD, which could be used in the inhibition of MPT pore opening, which caused mitochondrial damage. The homeostasis of the mitochondrial function ensured the maintenance of the StAR function, which was the first step in testosterone biosynthesis. CypD inhibitor could effectively bind CypD and inhibit the cis-trans isomerase activity of CypD, making the StAR expression stable, ultimately promoting testosterone secretion [23, 24] . Therefore, one of the possible mechanisms of promoting testosterone secretion for thee compounds, which could be the bioactive markers of L. meyenii. [23, 24] . Therefore, one of the possible mechanisms of promoting testosterone secretion for thee compounds, which could be the bioactive markers of L. meyenii. Figure  8a - (9), Figure 8b - (6), Figure 8c - (2)).
Materials and Methods
Materials
Lepidium meyenii was provided by Changchun University of Chinese Medicine and a voucher specimen (No. 201710) was deposited at the laboratory of Jilin Ginseng Academy, Changchun University of Chinese Medicine, P.R. China. Mouse leydig cells (TM3) were purchased from the Cell Bank of Type Culture Collection Chinese Academy of Sciences (Shanghai, China; cat. no. GNM24).
Standard compounds N-benzyl-hexadecanamide, N-benzyl-(9z,12z)-octadecadienamide and Nbenzyl-(9z,12z,15z)-octadecatrienamide were provided by Yunnan Technical Center for Quality of Chinese Materia Medica (Yunnan, China). All standards were of purity greater than 98% and suitable for HPLC/MS/MS analysis.
Sample Preparation
The dried roots and rhizomes of L. meyenii (1000 g) were pulverized then sieved through a 20-mesh. The powder was extracted two times with 10 volumes of 95% ethanol (v/v) at 60 °C for 2 h. The filtrate was evaporated by a rotavapor at 60 °C and concentrated in vacuo to yield 24.32 g of brown (2)).
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Materials
Standard compounds N-benzyl-hexadecanamide, N-benzyl-(9z,12z)-octadecadienamide and N-benzyl-(9z,12z,15z)-octadecatrienamide were provided by Yunnan Technical Center for Quality of Chinese Materia Medica (Yunnan, China). All standards were of purity greater than 98% and suitable for HPLC/MS/MS analysis.
Sample Preparation
The dried roots and rhizomes of L. meyenii (1000 g) were pulverized then sieved through a 20-mesh. The powder was extracted two times with 10 volumes of 95% ethanol (v/v) at 60 • C for 2 h. The filtrate was evaporated by a rotavapor at 60 • C and concentrated in vacuo to yield 24.32 g of brown residue. The residue (0.5 g) was further subjected to liquid-liquid partitioning to afford petroleum ether and water soluble extracts [25] . The resulting petroleum ether-soluble extract was applied to a silica gel column, and eluted with dichloromethane followed by (10:0 to 9:1, v/v) to give ten fractions (LM-P-1 to LM-P-10) [25] . The fraction was dissolved into 1 mL with acetonitrile and filtered with 0.22 µm filter membrane. The filtrate was used for HPLC analysis and testing of the proliferation of TM3. Agilent 1100 HPLC/MSD Trap mass spectrometer 6320 (Agilent) equipped with an electrospray ionization source was used in both positive and negative ion mode. An HPLC system coupled with DAD was controlled by an HPLC-MSD ChemStation software system. Auto MS2 mode of mass spectrometer was chosen to analyze the sample. The following operation parameters were used: capillary voltage: 4000 V; nebulizer pressure: 35 psi; drying gas: 9.0 L/min; gas temperature: 350 • C; skimmer voltage: 60 V. Liquid chromatography-electrospray ionization-mass spectrometry (LC-ESI-MS) accurate mass spectra were recorded across the range from 50 to 1200 m/z. The data recorded was processed with the Applied HPLC-MSD ChemStation software system [26] (1200, Agilent Technologies).
Cell Culture and Viability Assay
Mouse leydig cell (TM3) line is a mouse epithelial Leydig cell line. The TM3 cell line were grown in Dulbecco's modified Eagle's medium/F-12 nutrient mixture (DMEM/F-12) supplemented with 10% fetal bovine serum (Gibco; Thermo Fisher Scientific, Inc., Waltham, MA, USA), 1% penicillin (100 U/mL) and streptomycin (100 µg/mL) [27] . The human chorionic gonadotropin anhydrous (hCG) was obtained from Suolaibao Technology Co., Ltd. (Beijing, China).
Standard compounds N-benzyl hexadecanamide, N-benzyl-(9z,12z)-octadecadienamide and N-benzyl-(9z,12z,15z)-octadecatrienamide were dissolved in a culture medium containing a stock solution of 200 mg/L and further diluted to 62.5 µg/mL, 125 µg/mL, 250 µg/mL concentrations with culture medium containing 10% fetal bovine serum for 24 h. The DMEM/F12 concentrations (100 µL) was prepared as a control, and hCG concentrations (1 U/mL, 100 µL) were used as a positive control. Cells were cultured in a 37 • C incubator with 5% CO 2 and 95% air [20] . The effects of fractions on Leydig cell viability were assessed by MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide) (Roche, Basle, Switzerland). The supernatant was collected to determine the testosterone levels using the Mouse Testosterone (T) ELISA kit (cat. no. JL10895; Shanghai Yuanye Biotechnology Co., Ltd., Shanghai, China), according to the manufacturer's protocol.
Partial Least Squares Analysis and Statistical Analysis
The multivariate analysis of the acquired data was carried out by PLS using the SIMCA 11 software (Umetrics, Umea, Sweden). All assays were performed at least in triplicate and the results were expressed as a mean ± standard deviation (SD). The significant difference analysis was evaluated by one-way analysis of variance (ANOVA) test completed by the software of IBM SPSS Statistics 19 (International Business Machines Corp., New York, NY, USA). Significance was accepted at p < 0.05 [28] .
Molecular Docking Studies
To further study the probable mechanism of the bioactive compounds with CypD, a molecular docking study which could conjecture the interactions of ligands within the constraint of receptors binding sites was performed in silico.
In the prediction, The X-ray crystal structure of CypD in the complex with its inhibitor CsA, 0.96 Å, was obtained from the Protein Data Bank (PDB ID: 2Z6W). The three-dimensional (3D) structures of the ligands were drawn and converted using ChemBioDraw Ultra and ChemBio 3D Ultra [29] (Cambridgesoft Corp., Waltham, MA, USA). The ligands and water molecules were removed from the crystal structure and the polar hydrogen was added by using AutoDock [30] Each grid computation was set up covering all the active sites where CsA was bounded. The grid was then concentrated on the center (80 Å, 40 Å, 80 Å, 0.375 Å, central coordinates x = -20.347, y = 13.119, and z = 11.232), respectively. The calculation of the docking score was repeated three times for each ligand. Fifty ligand−receptor complex conformations were generated for each test compound, in which the least building energy was considered for further analysis. Finally, PyMOL and LigPlot were used to present the docking results [31, 32] .
Conclusions
This work used the multivariate analysis to reveal some potential components, which improved sexual function from L. meyenii. We established an effective strategy based on HPLC-ESI-MS/MS with the PLS analysis for screening and determining the bioactive compounds which promote leydig cells proliferation and testosterone secretion. The 10 fractions were fractionated and their promoting activities on TM3 were demonstrated. With the aid of HPLC-ESI-MS/MS and the multivariate statistical software, the three potential improving sexual function markers were identified. Molecular docking was employed for further illustration in the mechanism of action for bioactivity.
In this study, correlation analysis was studied to explore the internal relationship between chemical constituents and pharmacological effects and discover the bioactive markers reflecting the traditional efficacy of L. meyenii. The results specified the three compounds as potential bioactive markers could lay a foundation for the improvement of quality standard of L. meyenii.
